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#fc 0 ^g^on*;Wffg| B L, ttWT^S— /l>-N-^¥^K(3)Srl0.2 g ( 
l|»60%)~e#fco 
[0099] (3) ^-drihi/nt°>Jv ? ^rc^/V^^/V(4)(D-^^; 

500mLHP77^="e^- s ¥^Ty— /V-N-^^K(3)15.6 g (0.046 mol)^^/ 
— /V300 mUdgfilUfco -t^^^y V^^^/V^^/V-l&ilig: 32.0 g (0.23 mol)£r 

&200mL<D?viU7fr/VJ*KMMl', 10% HCU fSftlNaHCO , 10%NaClt??5fc#-L^o 

3 

Mgso -e&mu f&m&m&uto mhtittmm:^^/^xm^u 

4 

^T^nt°!Jv ? ^^^-/VrEi^7-/v(4)^13.0 g ORl^ 70%)-t?#fc o 

[oioo] (4) t^fynt o y^yxf;vx^TM4)©j)n7R^ 

500mLHP^^^^^i^v ? Ti/nt o yv ? ^3z^/^^/H4)3.0 g (0.007 mol)^ 
200 mL(Dx.#S—MzMMVft 0 ^^KOH 0.62 g (0.01 moDSr^PLfco 5B#^^P 
iSi^ffoti, 5tJ&21^&200 mL(D7K^»bfc 0 ^<D*}#$:^i^£r 

bfc 0 ^iai3*c/V^HSrl0% NaHCO 7j<}§^ ^-Cifc^Ut, ytm^/W^^LT 

3 

2SS^#fc 0 aS^TK-^^/— (hDtSISiU 2.1 g mm z\%)<o**rWT*S 

nfc°yv^#/MKV^(5)£#fCo 
[0101] ^'14^1^^/^(6)0^^ 

50 mL ^P77^3Wf^/ot°!J^MVi(5)1.0 g (0.0026 mol)£N- 

g (0.0026 mol)^DMF 20mU£$§$?Ufc o ^tV^N, N'-v 5 
i^P^^/l^/l^V^K 0.54 g (0.0026 mol)£:30^WC?if TLfc 0 Ifiv ^ 

(^op^A) -e^gtffi^b, ^i^^T^cit-y v?^tt^^/H*(6)^r0.76 
g (lR*62%)#fc 0 
[0102] ^f?!l2. 

^ynt°y^^^/V3i^/V(Z)^^^/V#:(^T^ im-EL-OSu»i- 0 )<D#J& 
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[0103] Mfc29] 




[0104] (D^^Vn^y^^^/^^/KD^PTK^ 

500mLH P 77^tx^r;V#:i 0.5 g (1.5 mmol)^50 mL<D^?/— /V\ZMf$\s 
tl Q KOH 0.12 g (2.1 mol)£»]U-' 0 5H#P»tf&gt#ft^ff ofc^, BC^H^ 

#»^50 mL(D7K^^Pb/c 0 ^(DTK^^a^^lTb-CpH ncf«Uc£r^fc 
IW£C7c 0 tfcJ»£r^!liiiU ^tm/JvVA^fi? b/c 0 ^nn^/V^@^rl0% NaHCO 

3 

0. 3 g 63%)<DJJ/U^m 2 £#fc G 
[0105] (2)mV£^TM3)<D&J$ 

50 mL H P^7^t?7J/^>^^a^ft:2 0.2 g (0.6 mmoD^N-tKPdrv^^v'^ 
^KO.07 g (0.6 mmoO^DMF 10mU^§$?Lfc o Z.tlKN, N'-v ? v / ^n^drv'/V^7/V 
atfi^K 0.12 g (0.6 mmol)^30^4tT?iTb7^ o ITI^ ^&^30B#P^#Uh 

-C^gl^b, ^tt^^/v#:3^0.14 g (M55%)#fc 0 

[0106] 

<^-ydr^v^K©fe3({smRtwftw d)> 

1. ^-yrf^^u^Ko-fe^m 



WO 2005/062046 



42 



PCT/JP2004/019215 



[0107] [>fk30] 



ELrOSu 



Carbonate btiffer<pmO) £L 
/DMSO 



H 



o 



[0108] (££R»ff3 

H N-dT 0(40 mmoDSr^t?Na CO /NaHCO buffer(pH 9.0)40 & IK, ^HELfelH 

2 2 2 3 3 

n mol(2.4 mg)^tfMzK DMSO|§?$12 lSr^n^.T^m"C6^ 
rsl^^^bfCo :£m^lmU^5J;5^0.1M TEAA(triethylamine-acetic 

acid)bufFer(pH7.0)^Px., NAP-10#7-k(Parmacia SephadexG-25)£rffl V ^T^-y =*5* 
^W^K^S^i-^j^^^bfCo NAP-10#^te&ib^C#>0.1M 
TEAA buffer 15nd^¥flHb£^fft4&EUt» £ft#*lndfcfc3«fc5lCP<Xry:7 p Ufc 
tW^^-M^jftU lnd©*^#$&tfiUfc#^ o.lM TEAA buffer£l.5ml^-r— v> 

aj6HS©*20/* l&&n;tTj^HPLClU:»3#WUfco HPLC^^v^hL/d 

[0109] (HPLC$iJ5£#^) 

: Lichrospher RP-18(Cica-MERCK) ffitM : lml/min 
& : 260nm IWaAjgjtt : MM* 

*§gf$tA:0.1M TEAA buffer(pH7.0), 10% CH CN^W 

3 

^^|^B:0.1M TEAA buffer(pH7.0), 40% CH CUMm 

3 

13*1] 





0 


30 


35 


40(min) 


A 


100 


0 


0 


100 (X) 


B 


0 


100 


100 


0(%) 



[01 10] mm^tifc^rV^^u^r^(DHPLC^-<^b/vt g tfymnuvK^Y/vttfi^ 

fbm±Atmi 1 B\&~to HPLCtf)*^, RT=30 min#j£^ g I^Et35f5<£>t: 0 — ^dS#b 
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frLtctmWr^ HPLC#Ec£r?fo;fc 0 ffibtlfc § ffyQS<Df*ti£^ MALDI TOF MASS 
DNA^SJSUc 0 

coin] 2. ^$tv^y=f^v^K<D^m 



mmmm 




(tiU) 


©ffi*f««<f«ol) 


110 


110 


11 


11 


1 


1 


0. 5 


0. 5 



[0112] ^^^—x^^mm^m^tco &&&m3\z.mir 0 ( a \ o>\ ( c >, 

(d)}3\ -^tb^ttllOfinoU lOfinoU lftnoU 0.5ftnol(D>gJ&£r^i- o 

4&mH^te, BIO-RAD ^U^?— 4*— FX Pro^fflVVt, ^ 
— if(D^g^488 nm, *^:/[^RSf350nnre&<5 0 

[0113] 

RR|ffct0.5 ftnol (500 amoD-efe^^S^^ffl^Bjfg-e^ofCo DNAb<DfcJfc 

[0114] ^£Jfe#|2. 

W^^i>^K©fe*«RmRrftfeW (2)> 

i. ^-y^^w^K^-fe^m 
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[0115] [^31] 



o im-EL-OSu 



o 

o 



N-(CH 2 ) 6 - -0-4-0— (P72) 



H 2 N- l H 2 C), 3 -0-P-0-{P72) im _E L ™~ 

0 - Carbonate buff er{pH9.0) o- 

.... /DMSO 

NH 2 -P72 im-EL-P72 

[0116] (HPLC$"J^#) 

^7^A : Lichrospher RP-18(Cica-MERCK) ^ft3S : lml/min 
^ffifcft:260nm ^TOA^:MMtK 
^$f?$A:0.1M TEAA buffer(pH7.0), 10% CH CN?» 

3 

MMt&B:0.1M TEAA buffer(pH7.0), 40% CH CN^It 

3 

\Z.7F~t 0 HPLC(D%£^ RT=25 min#j£^ g ^^M^—^mhtltltmWrl., 

[0117] »^-li^#^L-c^3 I 6^ :3 ei'^---e^^mK#^-<fco jj&ffrMsfc: 

^i~ 0 (a), (b), (c\ (d), (e)^^rtV J ?tv500 ftnol, 250 finol, 100 fmol, 50 ftnol, 

10 fmo\K$otf%myt^— i/&mir 0 

[0118] (Mm) 
[0119] 

1 . Ac-Lys(EL)-Lys-Lys-Lys(Acr)-Lys-Lys-Lys(Acr)-Lys-Lys-NH (Di$$L 

2 

(DAc-Lys(Mtt)-(Lys(Boc)) -Lys(Acr)-(Lys(Boc)) -Lys(Acr)-(Lys(Boc)) -Resin 

2 '2 '2 
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yT^3^^i?/M£Fmoc-NH-SAL Resin 0.15g(0.61mmol/g)^Att, hVv 
^3, 6^Fmoc-Lys(Acr)-OH&r0.26g-f 1^^1,2,4,5,7,8^ 
Fmoc-Lys(Boc)-OH^0.18g-f o N hy^9^Fmoc-Lys(Mtt)-OH^0.23gA;frfc 
o ^fi. Applied BiosystemslittfMSIA peptide synthesizer^ffll^T^^^fTofco 
Method^ standard Fmoc?fe-efTl\ N^Sf^T-fe^/HbLfCo If -feHfrO^^K 

^*^o.30g-e$>ofc 0 

[0120] (2)Ac-Lys(Mtt)-(Lys(Boc)) -Lys(Acr)-(Lys(Boc)) -Lys(Acr)-(Lys(Boc)) -ResinO 

2 2 2 

(^^^) 
i)Mtt^<DM^ 

, DCM:TFA:TIPS (MJ^y^ntVV^y) =94:l:5C0^^^^4ml^Px.T2^^#b 

n) *b*i/miimEL&m<vmM 

^/VT^ls 0.15ml^P^.T»#b^i o ZhK, m\±^"T/^(e)0.2g^MK.X^UX 
24H#r^a#Lfc 0 -^<D|«3l}ltiilU NMP, DCMXm^XUf±^m^fc 0 

iii) V^^©^!) ffib^mi'j^^a 

WL)±.^L^^:t^Zf^-Y\ylyly\Z.m-^UV^ ?V 0.08mU ^^"T^y— /V 0.48mU 

tfa zAAmvkm^x'm.uxmm^mw^tio wb\mm^?^xmMz. 0 

^vt&W&M3k\JfcM., 7km*PX^— T^15mlMx.tc 0 m^mMm, Uth<ttt 

[0121] m^mmmhti, uAm.29 S xh^tc 0 06Ai:i2i6B^ ^ti^n^m^ 

WmMtmWkCOHFLC^VY^^-to R.T.<2.5min#j/x<Dfc 0 — PWl^MZ. 
OV ^TTOF-MassSU^^f otLbZ.SEL&^b^T*^}? fa (EL-Peptide) <Dft 
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^i:2055.30^j^i-§t o — ^2057.33 ^»J£;tV S Wfe©4^^ft^tfco ( 
Matrix: a-CHCA;|E|7) 
[0122] 2. -<^K»^m 

o^Co ^m^^^f*. BIO-RAD *tU3c=l9— FX Pro&JBV\fco 
if(D^4^{^488 ran, ^-^F^Pif3:50nm~efc5 o 
[0123] (M^) 

ll|8«^m$^fc-<^ 0 ^KO^^^^-^-e*>f9, (a), (b\ (c\ (d\ (e)fct, ^ttl^tl 
lOftnoU 5ftnol, lfmoU 0.5fmoU 0.1fmol<7)|£J|!:^-r o ^|$£;ft,fc^:/^K<7^@>?ji§ 
m<D^mm^0.1 fmol (100 amol)-e^«9^S^m^^-efcofc 0 ^ 

[0124] H3fc#!|4. 

^BfiSc^T, BSA^t^^b^TofCo ^fWfym, BSA (Bovine Serium Albumin) 
4.0 mg(58 nmol)^£i^^buffer(pH9.0) 58 n ^"^EL-fe^O^t^^^/V 
(EL-OSu)3.6 mg(8.6 ix mol)^a tPDMSO?§}$40 n tfjnx.T37 0 C-e24B#FBlMMU-c 0 
-^(D^^fi^l mHd/^^-O.l M TEAA buffer(pH7.0)^P^L, NAP-10^7^ 
(Parmacia SephadexG-25)£ffll ^TBSA^Jfei-^^^SiU ^W^tzMw^ 

[0125] MALDI TOF MS^i«9, W^ELfeit^fi^LfcBSA^S^Tofco 

^m^b/cBSA(IH9B) tejj§C;|SKIH9A) Kit^ 5>^S^2200@ii^PL-C*3 
«9, ^ELfe*^5{i^L-CV^?.ri:^^^, 0 f Co 

[0126] 2. ^>v^ffCD^tij 
(^) 
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rn^mm 

±mmmEL&mt±m$ifcfr?b<Dmi^ r*m&. <*sm&. v^z^m^. 
[4] mm, ^>^m, ^^m, ^xmm^hf^m^h 

[7] _h|E^#m<t:^^^ T:/-/vif^#:Xte-^^V '^Wt^itJSs 

[8] ±|ETJ/— /V^f*/^ £*T<£>— (2)X«(3)(DV>-ftL^^ia-e^tL 
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[9] 



12 3 4 

mh^^^mm^mm, Ani^ ci\ bt\ rm^^^tm^^, cf so ~ 

3 3 

, BF \ PF ~&miTo ) 

4 6 

_h|E-r^y— /VfNMfc&S. £*T«>~ (5), (6), (7)Xtt(8)©V^H 
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(7) (8) 



1 2 3 4 5 _ - 

1 2 

3 4 5 

X»T7^=7U^O|tl$^>fb7kmSfe5.V>«^#^^b7Km»> An" «\ Cl\ 
Br", \m<D^^\YJm^^, CF SO \ BF \ PF ~&7F?t 0 ) 

3 3 4 6 
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[11] 
[12] 



[13] 



[14] 
[15] 
[16] 
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[17] 



12 3 4 

SfcSV^fii^Sgl^fbfcafcg, An"tt % Cl\ Br", I'^^^m^^V^^^, CF SO " 

3 3 

, BF \ PF '%7frto ) 

4. 6 

±flB-f5j5^/— 7H5U»#3&S, UT(0—16&U)s (5), (6), (7)Xtt(8)© 
R* 

£./-*« r ir >-*- 






R 



R. 




H 

■N 



\ An 

(8) 
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1 2 3 4 5 

1 2 

. R , R «[HC^M^oTV^Tt^:<, R\ R 99 ^^m^^h^^T/U^r/um 

3 4 5 

Br\ \^(D^n^rlyitm^>, CF SO \ BF \ PF "^i~ 0 ) 

3 3 4 6 

[is] ^fcftttmnir%^mEL&m^&^fcft?mMn^yho 

[20] _htB^-«Lfe^^ N Jt^^^#i-§5M^ik^^tp^^-e*>o-c, mm 

[23] .hfB^^^^f^^fe^^ _hfE^n-^^«H«^mSIS?iJ^tSM6^ 
[24] JifB^-y^^l/^-^K^^^-X^^-^^-^-efe^, _hfE4«£i#i|ig£-fr 

[25] ±tmm(DmmK9c^xy°9^—^mmEL^m^mmir^mMm24mm(D 
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[28] ±m^foft^-nmmm-?&<9 . m,mmmm^m-5\ ^xmrnm^mmz 
[31] ±m^^^mmxn^>^nx^m^3omm^^m 0 
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[H6B] 
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EL UV 
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[07] 
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[08] 
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[010] 




[011] 




IgG antibody 
Mw. 150kDa 



F(ab')2 
Mw. 92kDa 



Fab' 

Mw. 46kDa 
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